Introduction
Colorimetric assays contain a recognition part for trapping of a target molecule and a signal transduction part for reporting the presence of that trapped molecule [1, 2] . Antibodies are the tools known as recognition elements for trapping of the target molecules with high specificity; however, their signal transduction parts are usually enzymes ( Figure 1 . Schematic of the G-quadruplex insulin aptamer array on the surface of MNP-coupled DNA nanotubes. The inset graphically demonstrates the folding of a G-rich insulin aptamer after binding to its target and at the heme position.
Fabrication of insulin G-quadruplex aptamer arrays on magnetic nanoparticle-coupled DNA nanotubes
MNP-coupled DNTs have been fabricated according to the procedure published recently by Rafati et al. [28] . For this purpose, a biotinylated DNT was fabricated via an origami reaction prepared by combining 20 nM DNA scaffold M13mp18 single-stranded DNA and 100 nM of each staple oligonucleotide (table 1) that were diluted in 1× Tris base, acetic acid and EDTA buffer (40 mM Tris-acetic acid buffer (pH 8.0) and 12.5 mM magnesium acetate). The mixtures were kept at 95°C for 5 min and then annealed from 95°C to 20°C at a constant rate of -1°C min −1 in the thermocycler. For the fabrication of sturdier DNTs, the origami products were treated by a ligation process with T4 DNA ligase. The ligation-reaction mix was prepared containing 2 µl of 10× T4 DNA ligase reaction buffer, 10 µl of self-assembled DNTs, 2 µl of 50% polyethylene glycol and 1 µl of T4 DNA ligase enzyme. Finally, the ligation mix was incubated at 37°C for 1 h. The biotinylated DNTs were conjugated with 2.5 × 10 −3 mg ml −1 streptavidin-coated MNPs and then incubated at 37°C for 5 min. Then the nanotubes were separated from the reaction materials via electrophoresis in 1% agarose gel. The attended bond on the gel for MNP-coupled DNTs was extracted by the use of quantum prep freeze N squeeze DNA gel extraction spin columns according to the manual instruction.
Colorimetric detection of insulin by G-rich aptamer arrays on magnetic nanoparticle-coupled DNA nanotubes
Two µM biotin-labelled G-rich aptamers were added to MNP-coupled DNTs and incubated at 37°C for 10 min. The mixture was placed in a Magneto PURE-Micro separator and washed twice with 5 mM Tris buffer to remove additional aptamer molecules. Then, 100 nM insulin in binding buffer was added and the solution was kept for 40 min at room temperature to allow formation of appropriate folding of the aptamer-insulin complexes. Up to 150 µl of 20 µM hemin solution in DMSO was added to the mixture, which was then kept at room temperature for 1 h to form the insulin-aptamer-hemin complexes. A 75 µl aliquot of TMB-H 2 O 2 was added and incubated for 30 min at room temperature. Then, 75 µl of stop reagent (H 2 SO 4 ) was added to the mixture and the colorimetric changes were recorded in the wavelength range of 350-600 nm using a UV-Vis spectrophotometer. Also, the mixture with no G-rich aptamer oligonucleotide was measured as the background using UV-Vis spectroscopy. For the kinetic assay, absorbance of the TMB chromogenic product was measured at a wavelength of 650 nm for 5 min. At the end of assays, 75 µl of stop reagent (H 2 SO 4 ) was used to stop the enzymatic reaction and the absorbance was recorded at 450 nm.
Quantitative measurement of insulin via colorimetric assay
Two series of insulin with 1, 10, 100 and 200 nM concentrations in binding buffer were prepared and then added separately to 2 µM G-rich aptamer and the nanoarray mixture for comparing their sensitivities for colorimetric measurements of insulin. The mixtures were incubated at room temperature for 1 h. Of note, up to 150 µl of 20 µM hemin solution in DMSO was added to the mixture, which was kept at room temperature for 1 h to form the insulin-aptamer-hemin complex. A 75 µl aliquot of TMB-H 2 O 2 was added and incubated for 30 min at room temperature. Then, 75 µl of stop reagent (H 2 SO 4 ) was added to the mixture and colorimetric changes were measured at 450 nm using the UV-Vis spectrophotometer. Also, the standard curve and its regression line equation were plotted for measuring insulin concentrations. UV-Vis spectra of the insulin colorimetric assay using G-quadruplex insulin arrays on MNP-coupled DNA nanotubes (DNTs) in comparison to the results using G-quadruplex insulin aptamers and control random oligonucleotide on MNP-coupled DNTs. 
Limit of detection determination
Limit of detection (LoD) is used to describe the smallest concentration of a measurement that can be reliably measured by an analytical procedure [29] . For this purpose, two series of 1 : 2 serial dilutions of insulin (from 6.25 to 0 µIU ml −1 ) in sera were checked by the newly described test.
Statistics for assessing agreement of the colorimetric assay and enzyme-linked immunosorbent assay for insulin detection
The capability of accurate insulin detection and quantification of the designed assay was checked via 50 human sera samples, by determining the amounts of human insulin in comparison to the ELISA method done routinely at the clinical laboratories. Following ethical approval of the study protocol from the ethical committee of Mazandaran University of Medical Sciences, Iran, the sera samples were collected from the clinical laboratory of Tooba Clinic Center, Sari, Iran. The sera were checked via insulin ELISA kit and tested by the aptamer-based colorimetric assay. For assessing agreement of the aptamer-based colorimetric assay with ELISA for insulin measurements in human sera, the paired t-test and BlandAltman bias plots were calculated by the methodology described previously by Bland & Altman [30] . Figure 5 . LoD (sensitivity) of the insulin via the aptamer arrays on MNP-coupled DNA nanotubes in comparison with the aptamers in separate form; non-specific binding (NSB) or background effect is shown with a dashed blue line nearly equal to 0.02 absorbance unit of zero standard sample (as negative control) with no insulin.
Results and discussion

Insulin colorimetric detection of nanoarray
The visible spectrum of the nanoarray-based insulin colorimetric assay showed a positive maximum at 450 nm, which was same as the result from an insulin G-rich aptamer assay. In addition, the nanoarray-based insulin colorimetric assay showed a higher absorbance at 450 nm in comparison to the result using insulin G-rich aptamer (figure 2). It seems the more colorimetric signal resulted because of the several G-rich aptamers carried by the MNP-coupled DNTs that enabled capture of several insulin molecules. This finding demonstrated that the DNT could be an alternative for the carbon nanotube previously used for carrying aptamers and antibodies for capturing more target biomolecules. 
Peroxidase kinetic rates
Steady-state kinetics of G-quadruplex insulin aptamer with peroxidase function in separate form and in the array on MNP-coupled DNTs were measured at the absorbance changes at 650 nm during 5 min ( figure 3) . The results demonstrated more velocity of the aptamer array (0.0033 OD s −1 ) than the results from aptamers (0.0026 OD s −1 ) separately. It seems the DNT could give a flexible area for positioning aptamers on it to perform capture selectively and make peroxidase function rapidly when compared with free aptamers. 
Insulin measurement of nanoarrays
The standard curve of insulin detection via the aptamer array based on serial concentrations of insulin (1.56-100 µIU ml −1 ) with 2 µM G-rich aptamer was obtained (figure 4). The trend of the curve indicated a linear relationship between insulin concentrations and the absorbances, thus the results could be employed in quantitative assay of insulin in the specimen.
Limit of detection
The minimum concentration of insulin that was measured by the manufacturer of the insulin ELISA kit was 6.25 µIU ml −1 (approx. 0.25 ng ml −1 ) in serum, whereas 0.39 µIU ml −1 (approx. 0.0156 ng ml −1 ) was measurable by this new colorimetric assay ( figure 5) ; however, the range of our assay was standardized between 1.56 and 100 µIU ml −1 . This finding showed that the LoD of the nanoarray-based colorimetric assay was less than that measured with the insulin ELISA kit. Therefore, the sensitivity of the developed nanoassay was more than that of the result from the routine ELISA for measuring insulin in serum specimens. In other words, by shaping the aptamer array on the DNT a highly sensitive signal could be obtained for the detection of insulin molecules, which cannot be achieved using an antibody horseradish peroxidase conjugate in the conventional ELISA method.
Performance characteristics
A paired samples t-test was included as given in table 2. The paired sample t-test indicated a mean difference of 0.18 between the two assays (p-value = 0.3713). Also, the Bland-Altman plot and scatter diagram of the two methods for insulin detection in human sera are shown in figure 6 and their summarized information has been presented in In addition, the coefficient of repeatability of the assays was more than 2.5, which confirmed the suitability of variability between the two assays. These statistical findings showed that the new assay had acceptable selectivity and sensitivity in comparison to the routine ELISA test for insulin detection in serum; however, the reproducibility of the new assay was confirmed when compared with ELISA for measuring insulin in serum (table 3) . Hence, the new insulin nanoassay suggested a cost-effective approach for employing DNT-based aptamer nanoarrays as an alternative to the conventional approach for employing monoclonal antibodies for insulin-measuring kits.
Conclusion
We have developed a colorimetric assay for human serum insulin using a nanoarray made from Grich aptamers carried by MNP-coupled DNTs. This coupling of MNPs on DNTs has an advantage that several G-rich aptamers could be carried and a significant signal of detection created. Moreover, this approach is a more economical alternative as it might possibly involve a label-free approach (such as the use of selective DNA probes or nucleic acid amplifications). This colorimetric assay demonstrated a high sensitivity for insulin detection in specimens via shaping nanoarrays for obtaining peroxidase function after capturing insulin molecules using an MNP network of G-quadruplex aptamers on DNTs. This newly developed assay was compared to ELISA and ALONA for insulin measurements (table 4) according to their trapping and recognition elements. In addition, their dependencies on signal amplification, their costs and LoD were compared. This sensitive colorimetric assay matches the golden rules for the development of diagnostic applications such as low cost, user-friendly format such as a colorimetric assay, low sample consumption, easy adaptability to new targets, and ease of standardization and optimization.
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